Increasing evidence has demonstrated that lung fluid absorption disorders might be an important cause of neonatal respiratory distress syndrome (RDS) by influencing gas exchange or surfactant function. The SCNN1A gene, which encodes the α-ENaC, might predispose infants to RDS. To explore whether the single-nucleotide polymorphisms (SNPs) of SCNN1A are associated with RDS, we conducted a case-control study to investigate the RDS-associated loci in Han Chinese infants. Seven target SNPs were selected from the SCNN1A gene and were genotyped using the improved multiplex ligase detection reaction (iMLDR). In the total sample, only rs4149570 was associated with NRDS; this association was further confirmed in logistic regression analysis after adjusting for birth weight, gestational age and sex. In the subgroup of infants whose gestational age was 37 weeks and older, in addition to rs4149570, rs7956915 also showed a significant association with RDS. Interestingly, these associations were only observed in term infants. No significant association was observed between the target SNPs and the risk of RDS in preterm infants. We report for the first time that the rs4149570 and rs7956915 polymorphisms of SCNN1A might play important roles in the susceptibility to RDS, particularly in term infants.
Increasing evidence has demonstrated that lung fluid absorption disorders might be an important cause of neonatal respiratory distress syndrome (RDS) by influencing gas exchange or surfactant function. The SCNN1A gene, which encodes the α-ENaC, might predispose infants to RDS. To explore whether the single-nucleotide polymorphisms (SNPs) of SCNN1A are associated with RDS, we conducted a case-control study to investigate the RDS-associated loci in Han Chinese infants. Seven target SNPs were selected from the SCNN1A gene and were genotyped using the improved multiplex ligase detection reaction (iMLDR). In the total sample, only rs4149570 was associated with NRDS; this association was further confirmed in logistic regression analysis after adjusting for birth weight, gestational age and sex. In the subgroup of infants whose gestational age was 37 weeks and older, in addition to rs4149570, rs7956915 also showed a significant association with RDS. Interestingly, these associations were only observed in term infants. No significant association was observed between the target SNPs and the risk of RDS in preterm infants. We report for the first time that the rs4149570 and rs7956915 polymorphisms of SCNN1A might play important roles in the susceptibility to RDS, particularly in term infants.
Respiratory distress syndrome (RDS) is one of the most important causes of morbidity and mortality in newborns, particularly in those infants born prematurely [1] [2] [3] . It has been thought that the etiology of RDS was related to the developmental immaturity of the lungs, particularly of the surfactant synthesizing system. However, recent studies have suggested that [4] [5] [6] the incidence of near-term and term infants with RDS has increased greatly and that their clinical characteristics differ from those of premature infants with RDS. The etiology, pathogenesis and methods of preventing and treating near-term and term infants with RDS have attracted increased attention.
In previous studies, we found that death is inevitable for some babies, despite intensive care and surfactant replacement therapy, particularly in near-term and term infants. Lung tissue slices taken during autopsies of near-term and term infants who died of neonatal respiratory distress syndrome (RDS) showed that, in addition to alveolar collapse from a lack of surfactant, some alveoli were obviously dilated, with a large amount of lung fluid. These findings align with those of previous studies [7] [8] [9] that suggested that lung fluid absorption disorders might be an important cause of RDS by influencing gas exchange or surfactant function, particularly in near-term and term infants.
In our clinical work, we found that some near-term and term infants with RDS that developed from lung fluid absorption disorders showed no obvious signs of infection; furthermore, their mothers did not have any possible risk factors for RDS during pregnancy. Despite antenatal steroid administration, postnatal surfactant therapy, and optimal ventilator care, not all infants of the same gestational age respond equally to treatment. We speculate that this variation may be genetic. Recent clinical observational . The radiographs were evaluated by two radiologists who were blinded to the patients' conditions. The infants were excluded if they had any congenital malformation, inherited metabolic abnormalities, intrauterine infection, Rh/Rh incompatibility, pneumonia, pulmonary hypertension, meconium aspiration syndrome, asphyxia, or transient tachypnea of newborns.
Lastly, 249 neonates were eligible for study enrollment (n = 129 without RDS and n = 120 with RDS). Baseline characteristics (gestational age, birth weight and sex) were collected from all infants.
Each participant's legal representatives gave informed consent for the study, which was approved by the Ethics Committee of Daping Hospital, Third Military Medical University.
Methods
All the experiments described here were performed in accordance with the regulations issued by the Ethics Committee of Daping Hospital, Third Military Medical University.
Single nucleotide polymorphism selection and genotyping. SCNN1A is located on chromosome 12. The genetic variation data of the entire gene were obtained from the HapMap project (http:// hapmap.ncbi.nlm.nih.gov/) for 45 unrelated Chinese Han individuals in Beijing (CHB). Thirty-two SNPs with a minor allele frequency (MAF) of 0.05 or more were identified. Then, we applied Haploview software version 4.2 9 to choose tag SNPs, which enabled us to capture all common SNPs within the entire SCNN1A gene sequence, according to r 2 linkage disequilibrium (LD)(threshold ≥ 0.8). The thirty-two SNPs formed six LD blocks (see Supplementary Fig. S2 online) . Nineteen tag SNPs were selected by Haploview software. According to a previous study 19 , seven SNPs were included in this analysis. Venous blood was sampled into sterile anticoagulation tubes. The genomic DNA was extracted using a Wizard Genomic DNA Purification Kit (Promega, Madison, Wisconsin, USA), according to the manufacturer's instructions. SNPs were genotyped using the improved multiplex ligase detection reaction (iMLDR), with technical support from the Shanghai Genesky Biotechnology Company.
Statistical analysis.
The birth weights and gestational ages between RDS and control group were compared using a t-test. The proportion of females was analyzed using the x 2 test. Goodness-of-fit to the Hardy-Weinberg equilibrium (HWE) and genotype and allele distributions between RDS and controls were also compared by x 2 test. Codominant, dominant, recessive, and additive genetic models were applied for genotype distribution analysis. The strength of association between SNPs and RDS was estimated with the odds ratio (OR) with 95% confidence intervals (CIs) by logistic regression, adjusting for birth weight, sex, and gestational age. Statistical analysis was performed using SPSS 16.0 software (SPSS Inc; Chicago, IL). The P value for each SNP was corrected by the method of Bonferroni (based on the number of SNPs analyzed). The statistical power of the case-control dataset was evaluated using Power and Sample Size software version 3.0 (http://biostat.mc.vanderbilt.edu/wiki/Main/PowerSampleSize). All of the statistical tests were two-side, with statistical significance set at 0.05.
Results
Characteristics of the study population. A total of 249 DNA samples were genotyped, including 120 from the infants with RDS and 129 from the controls. The RDS group had a lower average gestational age (35.03 ± 3.57 vs 36.31 ± 3.10, P = 0.003) and birth weight (2.35 ± 0.76 vs 2.60 ± 0.72, P = 0.008) compared with the control group. There were no significant differences in sex (female proportion, 0.41 vs 0.45, P = 0.485) between the NRDS and control groups. In the RDS group, 113 infants recovered. 35 infants received surfactant more than once. Repeated surfactant rate in three different gestational age stages were 46% (GA ≥ 37weeks), 35% (35weeks ≤ GA<37weeks), and 13% (GA<35weeks). 7 newborns died despite intensive care and surfactant replacement therapy, all of them received surfactant more than once and four of them were near term or term infants.
Allele frequencies and genotype distribution of target single nucleotide polymorphisms. Detailed information regarding these SNPs including their genome and gene locations, allele frequencies, and p-values for the Hardy-Weinberg equilibrium (HWE) test is presented in Table 1 . The MAF of the SNPs in control group were quite similar to the data from the HapMap database. Genotype distributions of the SNPs in the control group were all in agreement with HWE (P > 0.05).
Single nucleotide polymorphisms of the SCNN1A gene and the risk of neonatal respiratory distress syndrome. In the total sample (Table 2) , only the genotype and allele frequencies of rs4149570 were significantly different between the RDS group and the control group (genotype, p = 0.034; allele, p = 0.046). Because the gestational ages and birth weights did not match between the RDS group and the control group, to rule out confounding effects in our initial association analyses, we reevaluated SNP effects under different models using logistic regression adjusting for gestational age, sex and birth weight. Similarly, multivariate logistic regression still revealed that only rs4149570 polymorphism was associated with RDS (additive model: OR = 1.500, 95% CI, = 1.026-2.193, P = 0.037; recessive model: OR = 2.386, 95% CI = 1.230-4.629, P = 0.010). However, the dominant model did not show a significant association between the rs4149570 polymorphism and the risk of RDS.
Furthermore, we divided these data into 3 subgroups based on gestational age: (a) gestational age ≥ 37 weeks; (b) 35 weeks ≤ gestational age < 37 weeks; and (c) gestational age < 35 weeks.
In the subgroup of infants whose gestational age was 37 weeks or greater, when genotypes were compared between the RDS and control groups, in addition to rs4149570, rs7956915 also showed a significant difference (P < 0.05) ( Table 3) . No significant differences were found for any of the SNPs between the RDS and control groups for the subgroup of infants whose gestational age was ≥ 35 weeks, < 37 weeks and < 35 weeks (P>0.05) (see Supplementary Table S1 and Supplementary Table S2 online) .
In the total sample, according to the severity of RDS, we divided the infants with RDS into 4 groups, and no significant association was observed between the positive loci (rs4149570 and rs7956915) and the severity of RDS (P>0.05) (see Supplementary Table S3 online) .
Discussion
In present study, there was a trend toward an increased rate of repeated surfactant administration with increasing gestational age. 7 newborns died despite intensive care and surfactant replacement therapy, all of them received surfactant more than once and four of them were near term or term infants. These results were consistent with our previous findings that the surfactant therapy was not effective for all newborns with RDS. Preterm babies < 35 weeks of gestational age had a better response to surfactant treatment than near-term and term babies.
If α -ENaC plays an important role in the pathogenesis of RDS by influencing the activity of pulmonary surfactant and lung liquid absorption in neonates [20] [21] [22] [23] [24] , then the SCNN1A gene that encodes α -ENaC might be an important gene that predisposes neonates to RDS. In this case-control study, we assessed the relationship between 7 candidate polymorphisms of SCNN1A and RDS. To our knowledge, this is the first study to examine the genetic associations with RDS from the perspective of lung absorption.
SNPs Genotypes
Group, n(%) In present study, in the total sample, only one SNP (rs4149570) of the SCNN1A gene was found to have a significant association with RDS. This association was further confirmed by logistic regression analysis after adjusting for birth weight, gestational age and sex. In the four different genetic models that could explain the positive association between SNP (rs4149570) and RDS, only three models (i.e., codominant, recessive, and additive) can explain a significant association between rs4149570 and the risk of RDS. The dominant model does not indicate a significant association between rs4149570 and RDS, likely because the A/A genotype (13.9% in the control group and 27.5% in the RDS neonates) was a risk factor for RDS, and the C/C and C/A genotypes were neither a risk factor nor a protective factor for RDS (Table 2) . We checked the genotype of rs4149570 for newborns who died of RDS (n = 7), four of them were AA genotype. All of those newborns received surfactant more than once. These results further supported our previous conclusions that the genotype (AA) of the rs4149570 polymorphism within SCNN1A was associated with a higher risk of RDS.
In the subgroup of infants whose gestational age was 37 weeks or greater, in addition to rs4149570, there was another SNP locus (rs7956915) that showed a significant association with RDS when the genotypes were compared between the RDS and control groups (Table 3) . Interestingly, these associations were only observed in the group of term infants, and no significant association was observed between any of the target SNPs and the risk of RDS in the preterm infant group (see Supplementary Table S1 and  Supplementary Table S2 online) . These results were consistent with our hypothesis and previous studies [25] [26] [27] that indicated that the causes of RDS in term infants might differ from those in preterm infants. α -ENaC might play an important role in the pathogenesis of RDS by influencing lung liquid absorption in term infants with RDS.
In addition, according to the severity of RDS, we divided all the infants with RDS in the total sample into four groups, and examine the association between the positive loci (rs4149570 and rs7956915). However, no significant association has been observed (see Supplementary Table S3 online). Considering that RDS is thought to be a multifactorial and/or multigenic disease 28 , the severity of RDS may be modulated by genetics, environmental or gene-environment interactions, and it may be more complicated than simply a matter of SNPs.
We examined the possible functions of rs7956915 and rs4149570 using ENCODE database. SNP rs7956915 is located at RNA binding domain while SNP rs4149570 is mainly involved in the acetylation and methylation of histones. This suggests these two SNPs may influence the transcription of α -ENaC Bonferroni corrected P = 0.126. mRNA and then inhibit lung liquid absorption. These functions may explain why the frequencies of AA genotype in rs4149570 and rs7956915 were significantly higher in the RDS group compared with the control group. Further studies are needed to compare the expression levels of α -ENaC mRNA between RDS and control groups.
One noteworthy limitations of this study is the relatively small sample size, mainly due to the difficulties in sample collection of neonatal respiratory distress syndrome. Based on this sample size, the positive association for SNP locus (rs4149570 and rs7956915) that we observed in this study did not remain significant after Bonferroni correction. However, because Bonferroni correction is extremely strict, the rate of false negative may be increased. In addition, in the present study, at a type I error rate of 0.05, the statistical power to detect a relative risk of RDS compared with the control group for SNPs were all below 80%. This suggests that the negative associations for SNPs in this study do not mean there is not a detectable association present, merely we did not have enough power to detect it. Another limitation of this study is the method of investigating the RDS-associated loci. Considering the small sample size in this project, it might be under power to detect rare variants that associated with RDS by deeper resequencing. Since our research purpose is investigating the association between common variants and RDS, we finally chose SNP genotyping as the most cost-effective way. The third limitation is the selection of SNPs, we did not choose all 19 tag SNPs but eliminated part of the SNPs located in the intron and selected 7 SNPs for the analysis according to a previous study 19 . More tag SNPs need to be included for analysis in further studies. Furthermore, we will validate our findings in further studies with larger sample size using deeper resequencing analysis of SCNN1A to explore the contributions of both common variants and rare variants to RDS, and provide a stronger biological link to the risk for RDS.
In conclusion, our study suggests that the rs4149570 and rs7956915 polymorphisms in SCNN1A might play important roles in the susceptibility to RDS in Han Chinese infants, particularly in term infants. This result supports the assumption that the causes of RDS in term infants might differ from those in preterm infants, and α -ENaC might play an important role in the pathogenesis of RDS by influencing lung liquid absorption in term infants with RDS. However, we did not find any association between the polymorphisms of the SCNN1A gene and the severity of RDS. The functions of positive loci (rs4149570 and rs7956915) in the pathogenesis of RDS require further research.
